In our previous work we showed that NGAL, a protein involved in the regulation of proliferation and differentiation, is overexpressed in human breast cancer (BC) and predicts poor prognosis. In neoadjuvant chemotherapy (NACT) pathological complete response (pCR) is a predictor for outcome. The aim of this study was to evaluate NGAL as a predictor of response to NACT and to validate NGAL as a prognostic factor for clinical outcome in patients with primary BC. Immunohistochemistry was performed on tissue microarrays from 652 core biopsies from BC patients, who underwent NACT in the GeparTrio trial. NGAL expression and intensity was evaluated separately. NGAL was detected in 42.2% of the breast carcinomas in the cytoplasm. NGAL expression correlated with negative hormone receptor (HR) status, but not with other baseline parameters. NGAL expression did not correlate with pCR in the full population, however, NGAL expression and staining intensity were significantly associated with higher pCR rates in patients with positive HR status. In addition, strong NGAL expression correlated with higher pCR rates in node negative patients, patients with histological grade 1 or 2 tumors and a tumor size ,40 mm. In univariate survival analysis, positive NGAL expression and strong staining intensity correlated with decreased disease-free survival (DFS) in the entire cohort and different subgroups, including HR positive patients. Similar correlations were found for intense staining and decreased overall survival (OS). In multivariate analysis, NGAL expression remained an independent prognostic factor for DFS. The results show that in low-risk subgroups, NGAL was found to be a predictive marker for pCR after NACT. Furthermore, NGAL could be validated as an independent prognostic factor for decreased DFS in primary human BC.
Introduction
Human neutrophil gelatinase-associated lipocalin (NGAL or lipocalin 2) is a small 25 kDa extracellular protein, expressed by neutrophils and originally presenting itself in complex with neutrophil gelatinase, also known as matrix metalloproteinase 9 (MMP-9) [1] . NGAL belongs to the lipocalin protein family, which has been classified as transport proteins of lipophilic molecules. As an acute phase protein, NGAL additionally plays a role in inflammatory conditions and immune response, including the synthesis of prostaglandins [2] . It has also been observed that NGAL actively participates in the process of proliferation, developement and differentiation of different human tissues [3, 4] . Thus, NGAL plays an important role in the pathophysiology of neoplasias. Regarding different tumor entities, contradicting results about its involvement in tumor developement were shown. Whereas NGAL seems to have a pro-tumoral effect in breast [5, 6] , stomach [7, 8] , oesophagus [9] , kidney [10] and thyroid cancer [11] , its influence on ovary [12] and pancreas [13] appears to be rather anti-tumoral. For colorectal cancer results are controversial [14, 15, 16] . These findings suggest a neoplasia-specific effect of NGAL. Stoesz et al. [17] observed that NGAL was overexpressed in breast cancer. Based on these findings, we showed in our previous work that in breast cancer NGAL expression is correlated with negative hormone receptor (HR) status, human epidermal growth factor receptor 2 (HER2) overexpression, poor grading and positive nodal status. NGAL expression was associated with shorter disease-specific and disease-free survival and was proven to be an independent prognostic marker for disease-free survival [5] .
Neoadjuvant chemotherapy (NACT) is used for treatment of locally advanced breast cancer since the 1970s in order to downsize large tumors to enable breast-conserving surgery [18] . Lately, NACT is increasingly being used for treatment of earlystage breast cancer as well [19] . NACT reaches at least equivalent disease-free survival (DFS) and overall survival (OS) rates compared to adjuvant chemotherapy, presumably through early treatment of systemic micrometastatic disease [18, 20] . An advantage of NACT is that it gives information about tumor response to a specific chemotherapeutic regimen and therefore allows biologic studies to investigate molecular determinants of chemotherapy response. It was shown that tumor response to preoperative chemotherapy correlates with outcome. Pathological complete response (pCR) seems to be the most powerful predictor of response and survival [21] . 3-30% of patients achieve pCR after NACT and have improved outcome (DFS and OS) compared to patients with residual disease at the primary tumor site or lymph nodes [22, 23] . Despite high response rates of 60-90% to NACT [20] , a small population fails to respond or show progressive disease and therefore features poor prognosis. [24] . Early identification of these non-responders is an urgent goal to enable alternative treatment choices. There are already several predictive biological markers such as negative steroid receptor status, high histopathological grading, high Ki67-proliferation index [25] , small tumor size [26] and tumor type of invasive ductal carcinoma (IDC) [27] . Lately, four subgroups of breast cancer have been identified based on gene expression profiles (luminal A and B, basal-like and HER2 positive) [28] . Even if detection of predictive markers strongly depends on the drugs used in NACT [29, 30] , one of the largest studies on gene expression showed that specific gene expression profiles are valid independent variables predicting pathological complete response [31] . Therefore, it should be ultimated ambition to find more reliable markers that can predict clinical or pathological response in early stage of treatment. NACT allows clinical monitoring of in vivo tumor responses and therefore presents an interesting model to evaluate new biological markers [25] . Information about such markers could help to perform an individual and optimal treatment concept for each patient, a so called ''tailored therapy''.
NGAL could be one of those potential biomarkers to forecast response to NACT. Hence, based on our previous work we aim to not only validate NGAL as a predictor of prognosis in breast cancer, but also to evaluate NGAL as a potential predictive marker in neoadjuvant chemotherapy.
Materials and Methods
Specimens and clinical information were provided by the neoadjuvant GeparTrio study, a prospective, multicentre, randomized phase III trial, that investigated a total of 2090 patients with operable primary breast carcinoma (cT2-4, cN0-3, M0) between July 2001 and December 2005 [32, 33, 34] . Ethics approval for the study was obtained from the ethics committee of each participating institution. All patients gave their written informed consent for participation in the study and for tumor tissue sampling. The trial registration number (clinicaltrials.gov) is NCT 00544765 [32, 33] . Primary endpoint of the GeparTrio trial was to evaluate pCR after neoadjuvant cytotoxic therapy with six to eight cycles docetaxel, doxorubicin, cyclophosphamide (TAC) or two cycles of TAC followed by four cycles of vinorelbine and capecitabine, depending on response status [33] . pCR for this analysis was defined as no residual invasive tumor cells from the breast and axillary tissue (ypT0/ypTis, ypN0). A total of 855 breast cancer cases with corresponding clinical and histopathological data, such as analyses of estrogen receptor (ER), progesterone receptor (PR) and HER2 status, histological grading and subtype, lymph node status and tumorsize, were available for this study. All data, including clinical and pathological response, as well as follow-up data were provided by the German Breast Group (GBG). The median follow up time was 59 months with a range between 2 months and 96 months. The median age was 51 years, ranging from 24 to 78 years.
Pathologic assessment
Tissue microarrays of formalin-fixed, paraffin-embedded pretherapeutic core biopsies were constructed by the Institute of Pathology, Charité University Hospital, Berlin, Germany. Immunohistochemical staining was performed by Discovery XT staining system (Ventana Medical Systems, Tuscon, USA). After epitope retrieval, primary anti-NGAL antibody was added in a dilution of 1:120. The generation of this rabbit polyclonal anti-NGAL antibody has been reported by Stoesz et al. [17] . After incubation with the secondary polyclonal goat anti-rabbit antibody in a dilution of 1:200 (DAKO, Denmark A/S) antibody labelling was visualized using the ABC vector stain kit (Vector laboratories, Burlingame, CA). NGAL was evaluated by expression (negative vs positive) and intensity of staining. The intensity score ranged from 0 (no staining), 1 ( = weak), 2 ( = intermediate) to 3 ( = strong) staining ( Figure 1 ) [35] . Scoring of all slides was done by two independent investigators (H.P. and M.B.).
Statistical analyses
The primary clinical endpoints were pCR, disease-free survival and overall survival. Survival was calculated in months from the date of diagnosis until the date of first relapse (DFS) or death (OS) for each patient. Both DFS and OS time were censored at the date of last follow-up if no recurrence, respectively death was observed.
Patient characteristics were summarized by standard descriptive statistics. The associations between NGAL expression and clinicopathologic variabels as well as associations with pCR in various subgroups were assessed by cross-tabulation, x 2 -test and Fisher's exact test. Cox proportional hazard models were used to perform uni-and multivariate analysis and to determine the prognostic significance of the reviewed variables, including NGAL expression, for being predictive markers for pCR, DFS and OS. DFS and OS survival probabilities were estimated using the Kaplan-Meier product limit method. Log rank tests were used to calculate the survival functions. No correction for multiple testing was performed. P-values#0.05 were considered as statistically significant. For statistical analysis of data, the Software packages SPSS 14.0 and SAS 9.2 were used. All tests were two-sided. 
Results

NGAL expression in breast carcinoma cells
Pretreatment breast cancer biopsies from 855 participants of the GeparTrio trial were evaluated for NGAL expression. Due to loss of tumor tissue during tissue microarray construction, NGAL labelling was interpretable in 651 breast cancer samples. In 42.2% (n = 275) of the breast cancer patients NGAL detection was positive. Positive immunoreactivity was predominantly detected in the cytoplasm, but a subset of carcinomas showed secretion of NGAL in the duct lumens. NGAL staining intensity varied from negative to strong staining (Figure 1) . 375 (57.7%) tumors presented negative staining, 169 (26.1%) showed a weak intensity. Medium intensity was expressed by 61 (9.4%) patients and 44 (6.8%) patients had strong staining intensity. The distribution pattern of NGAL labelling was comparable to our previous findings and varied from a weak staining of all tumor cells to a strong focal labelling [5] . 12 patients (1.8%) showed strong NGAL expression in all tumor cells. Remarkably, only 4% (n = 11) of the NGAL positive tumors were lobular carcinomas, whereas 96% (n = 264) showed ductal or other histological subtypes.
Association between NGAL expression and clinicopathologic parameters NGAL expression in breast carcinoma cells was significantly associated with histological tumor type, hormone receptor (HR) status, estrogen receptor (ER) and progesterone receptor (PR) status.
Positive NGAL labelling was significantly associated with the ductal or other histological subtypes (p = 0.009). Positive NGAL expression and strong staining intensity (3) were correlated with steroid receptor status. Negative receptor status was significantly more prevalent in NGAL positive tumors than in NGAL negative tumors ( Table 1 ). The proportion of tumors with negative hormone receptor status was also higher in tumors with an NGAL intensity score of 3 compared to tumors with intensity scores of 2, 1 or 0 (Table 1) . No significant correlations were found between NGAL expression or intensity and HER2 status, nodal status, histological grade, tumor size and age (Table 1) .
Association between NGAL expression and pCR
Overall pCR rate was 21% in the entire cohort. pCR rate in NGAL negative patients was 19.8% and pCR rate in NGAL positive patients 22.7%. If we use the staining intensity, the group with strong NGAL staining had a pCR rate of 31.8% compared to 19.7% in the group with moderate staining and 21.6% in patients with weak NGAL staining intensity. NGAL expression was significantly associated with higher pCR rates in patients with positive hormone receptor status (p = 0.033). In patients with hormone receptor positive tumors the pCR rate in NGAL positive tumors was 18.4% vs. 11.3% in NGAL negative tumours. NGAL was shown to be a marker for lower pCR rates in hormone receptor negative patients (30.7% vs. 51.4%, p = 0.013). Accordant results have been shown for patients with positive and negative estrogen receptor status (Table 2 ). In the categories PR status, HER2 status, histological grade, lymph node status, tumor type and size as well as age no association between NGAL expression and pCR rate was detected.
NGAL staining intensity was shown to be a marker for higher pCR rates in several subgroups of known low risk, such as estrogen and progesterone positive and lymph node negative patients, patients with histological grade 1 or 2 tumors and a tumor size ,40 mm (Table 2 ). In the HR and ER positive subgroups higher pCR rates were detected in tumors with a NGAL intensity score of 3 compared to tumors with lower intensity scores of 2, 1 or 0 34.8% vs. 20.5% vs. 14.8% vs. 11.4%, p = 0.01). Furthermore, the subgroup of lymph node negative patients presented higher pCR rates in tumors with strongest NGAL intensity (50.0% vs. 20.8% vs. 24.0% vs. 19.9%, p = 0.038). Within the group of patients with favourable grading the proportion of tumors with higher pCR rates was higher in tumors showing strongest NGAL staining than in those with less staining intensity (37.9% vs. 17.5% vs. 16.7% vs. 16.4%, p = 0.036). Finally, regarding the group of tumors with a size ,40 mm, higher pCR rates were found in the intensity 3 tumors compared to tumors with a staining intensity of 2, 1 or 0 (50.0% vs. 13.6% vs. 22.7% vs. 21.1%, p = 0.031). In addition, strong NGAL staining intensity was associated with higher pCR rates in further groups of low-risk such as PR positive and HER2 negative tumors, tumors of ductal type and in patients younger than 50 years of age. However, these results did not reach significance.
Multivariate cox regression analysis revealed age, HR and HER2 status as independent predictors of pCR. NGAL failed to be an independent predictor of pCR in the entire study cohort (data not shown).
Association between NGAL expression and disease-free survival
In univariate survival analysis, positive NGAL expression and strong NGAL staining intensity in breast carcinoma cells were highly significantly associated with decreased DFS in the entire cohort (NGAL expression: HR = 1.82, p,0.001; NGAL intensity: (Table 3) .
In these subgroups consistent results were observed for strong NGAL staining intensity. Tumors that feature a NGAL intensity of 2 or 3 were significantly associated with shorter DFS than tumors with a NGAL intensity 0 or 1 ( Table 4 ). The only groups that have to be added to the list above are patients with an unfavourable grading (G3; HR = 2.12, p = 0.003) and negative lymph node status (HR = 2.34, p = 0.02), they also show decreased DFS when having a strong NGAL staining intensity (Figure 2 A-F) . Association between NGAL expression and overall survival A statistically significant association between decreased OS and positive NGAL expression was shown in patients with a tumor size ,40 mm (HR = 2.37, p = 0.029) in univariate cox survival analysis (Table 3) Table 4 ).
Multivariate survival analysis
Known independent markers for decreased DFS and OS could be confirmed in multivariate cox proportional hazard analysis (Table 5 and Table 5 ). The following variables were identified as independent prognostic markers for OS: pCR (HR = 0.41, p = 0.015), hormone receptor status (HR = 0.56, p = 0.04) and nodal status (HR = 2.21, p = 0.003). Positive NGAL expression (HR = 1.76; p = 0.002) and strong NGAL intensity (HR = 2.05; p = 0.004) were independently prognostic for decreased DFS in multivariate analysis. For OS, NGAL expression and intensity failed to be identified as independent prognostic factors ( Table 6 ).
Discussion
In this study we could evaluate NGAL as a potentially predictive marker for response to NACT in low-risk groups of primary human breast cancer and validate NGAL as a predictor of poor prognosis in this entity. NGAL expression was positive in 42.2% of all cases. This number lies within the range of previous reports [5, 17, 36] .
Our findings show an association between NGAL expression and negative hormone receptor status (ER and PR). This confirms the results of our previous work [5] and is also consistent with the statements of other studies, that examined gene expression profiling of breast carcinomas [37, 38] . Negative hormone receptor status is known to be a parameter for more aggressive tumors, which are characterized by showing better response to NACT, more often achieving pathological complete response [39, 40] . Like negative hormone receptor status there exist several high-risk biological markers predicting pCR [39] . In contrast, there are no biological markers predicting pCR in low-risk groups. The question if patients with low-risk tumor characteristics would benefit from an additional chemotherapy is often raised in daily clinical routine. So far there are no instruments easy to access that would help us in decision-making. One commercially avaible gene expression test was introduced to evaluate patients' individual risk of relapse and response to chemotherapy, guiding the way for introducing patients with a low-risk tumor profile to chemotherapy or not. Drawbacks of the use of this testing module for clinical routine are the effort of time and costs [41] . The present results reveal NGAL staining intensity as a marker for higher pCR rates in subgroups of low risk. This applies on hormone receptor positive and node negative patients, patients with favourable histological grade and a tumor size ,40 mm. This is a very interesting and useful finding, especially in the context mentioned above. Nevertheless, it also has to be recognized that NGAL did not show to be an independent predictor for pCR in multivariate analysis.
In survival analysis, decreased DFS in patients whose tumors showed positive NGAL expression was found in the entire cohort, but also in different subgroups. Those were patients without pCR, with positive HR and ER status, positive and negative PR expressing tumors, HER2 negative and lymph node positive tumors, grade 1 and 2 tumors, the ductal subtype, a tumor size ,40 mm as well as $40 mm and patients older than 50 years. Decreased OS in NGAL expressing patients was only noted in patients with a tumor smaller than 40 mm, respectively in patients who failed to reach pCR or with HER2 negative or PR positive tumors regarding NGAL intensity.
Inspite of the large sample size of tumors in this study, NGAL failed to be an independent marker for OS, as it has also done previously [5] . But NGAL expression and intensity were shown to be independent predictors for DFS, which confirms our former findings [5] . Thus, not only does NGAL expression present itself as a predictor for response to chemotherapy in subgroups of low risk, it also appears to be a marker for recurrence of disease. Therefore, it is conceivable that NGAL might be a future marker for individual therapeutic decisions to enable a tailored therapy for each breast cancer patient. NGAL expression can be easily determined by immunohistochemistry in daily routine. No additional tissue sampling is necessary.
For a methodical point our results are based on reliable data due to the homogeneous collective underlying the German GeparTrio study. In this large study cohort each patient met the same inclusion criteria and received identical chemotherapy regime. However, it has to be borne in mind that validation of predictive markers strongly depends on the drugs used in the specific therapeutic setting [39] .
The NGAL molecule plays an important role in cell biology and interfears with different molecular pathways. Its functions can be divided into pro-tumoral and anti-tumoral effects. For pro-tumoral effect NGAL participates in the intracellular capture of iron [42] . Furthermore, NGAL assists tumor growth and angiogenesis by forming complexes with MMP-9, thereby protecting MMP-9 from degradation [43] . Additionally, NGAL plays a role in the mechanisms of estrogen-induced growth. [42] . NGAL has an anti-metastatic role by inhibiting HIF-1a factor, FA-Kinase phosphorylation and also by retaining synthesis of vascular endothelial growth factor (VEGF) [42] .
In summary, NGAL was found to be a predictive marker for pCR after NACT in low-risk subgroups. Furthermore, NGAL could be validated as an independent prognostic factor for decreased DFS in primary human breast cancer. To realise an individualized targeted therapy for breast cancer patients further knowledge and reliability concerning predictive markers for chemotherapy are necessary. Nevertheless, NGAL appears to be a very promising part on the way to achieve this goal. 
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